HC030031 (a TRPA1 antagonist), and disulfide bond-reducing agents. NaHS induced 9 5-hydroxytryptamine (5-HT) release from RIN14B cells, which was also inhibited by 10 TRPA1 antagonists. These results indicate that H2S has both inhibitory and excitatory 11 effects by opening KATP and TRPA1 channels, respectively, in RIN14B cells, suggesting 12 potential bidirectional modulation of secretory functions. 13 14
Introduction
RNA samples were treated with DNase I (Invitrogen/Life Technologies) for 15 min at 1 autosampler (Model 33, System Instruments, Tokyo, Japan), and the 5-HT in the 1 sample was separated on an octadecylsilane column (EICOMPAK SC-5ODS, 3.0 × 150 2 mm, EICOM, Kyoto, Japan) kept at 30ºC. Detection of 5-HT was performed at +450 mV 3 with an electrochemical detector (ECD-300, EICOM), and the area under the 5-HT peak 4 was measured. The ratio of 5-HT release (%) was determined by dividing the amount of 5 5-HT in the supernatant by the total 5-HT (5-HT in the supernatant plus the 5-HT in 6 the cells). 7 8 2.6. Materials 9 Sodium hydrosulfide (NaHS) was purchased from Strem Chemicals (Newburyport, 10 MA, USA). Allyl isothiocyanate (mustard oil), dithiothreitol (DTT), and ruthenium red 11
were from Wako Pure Chemical Industries (Osaka, Japan). HC030031, 12 iodoresiniferatoxin, SB366791, and fluoxetine hydrochloride were from Tocris (Bristol, 13 1 2.7. Data analyses 2 Results are expressed as the means ± S. E. M. (n = number of independent 3 measurements). Statistical comparisons between two groups were made using an 4 unpaired Student's t-test. For Fig. 2A) . Then, the effects of KATP channel blockers, glibenclamide and 16 tolbutamide, on the inhibition of [Ca 2+ ]i signals by NaHS were examined ( Fig. 2B and C) . 
